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(54) METHOD FOR PREVENTING OR CONTROLLING VIRAL DISEASES OF PLANTS 

(57) The present invention is intended to provide a 
method for preventing or controlling plant viral disease, 
and the present invention particularly relates to a 
method for preventing or controlling plant viral disease 
characterized in that a compound having a peroxidase 
inducing activity in plant is brought into contact with a 
plant, as well as a preparation for preventing or control- 
ling plant viral disease which contains, as an active 
component, a benzoic acid derivative, such as 4- 
hydroxybenzohydrazide, or a salt thereof, or a com- 
pound having a furan ring, such as 2-pyromucic acid, or 
a salt thereof, or another such compound having a per- 
oxidase inducing activity. 
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Description 
TECHNICAL FIELD 

5 [0001] The present invention relates to a method for preventing or controlling viral diseases of plants, and more par- 
ticularly to a novel method for preventing or controlling diseases of plants wherein a compound having a peroxidase 
inducing activity in a plant is brought into contact with a plant by a suitable means, so as to induce resistance against 
plant pathogens and thereby allow viral diseases of plants to be effectively prevented or controlled by the inherent 
resistance of the plant, as well as to a novel preparation for preventing or controlling viral diseases of plants, which con- 

10 tains a compound having a peroxidase inducing activity as an active component. 

BACKGROUND ART 

[0002] Bactericides are commonly sprayed to prevent plants form being infected by pathogens. No effective chemicals 
15 having antiviral activity are thus far known, however. Plants develop self-defense by recognizing pathogen invaded and 
synthesizing antibacterial substances such as phytoalexins and the like. In known methods for controlling plant disease 
by exploiting the inherent self-defense capacity of plants, resistance of plant is induced by using a pathogen or a part 
of it to bring about the suspected infection in a plant (Plant Disease Control: Resistance and Susceptibility, John Wiley 
and Sons, pp. 259-272 (1981)), but practical use has thus far been limited to attenuated viruses (Shokubutsu BoeW, Vol. 
20 43, p. 11 (1989)). 

[0003] When a plant is infected with a pathogen, resistance by the plant itself against the pathogen is induced at the 
infected site of the plant. Information of the infection is also transmitted to sites other than the infected site, resulting in 
causing an "sensitized stated provided for subsequent infections in the plant, so that the subsequent infection rapidly 
induces resistance against pathogens in the plant which has originally no resistance. Such resistance is induced in a 

25 plant irrespective of species of the plant, and the effects of the resistance last for about one month (Plant Disease Con- 
trol: Resistance and Susceptibility. John Wiley and Sons. pp. 259-272 (1981)). The information of the infection is trans- 
mitted through involvement with salicylic acid to cells outside the infected site (Science. 250. pp. 1002-1004 (1990)). 
thereby the transcription of genes encoding protein specific to the infection is initiated (Systemic Acquired Resistance: 
An Inducible Defence Mechanism in Plants, Cambridge University Press, pp. 205-229 (1992)) , and a peroxidase 

30 enzyme which has an important part in the synthesis of lignin from hydrogen peroxide and phenols is induced to rein- 
force the lignin barrier against pathogens to be invaded (Plant Physiol. 101 , pp. 193-199 (1 993)). Plants are believed to 
acquire resistance against pathogens through these processes (Cell, 56, pp. 215-224 (1989)). 
[0004] Although some basic information on the induction of plant resistance against pathogens has thus been 
obtained, it is only at the most rudimentary level, and no attempts have been made in the past to directly administer 

35 specific compounds having a peroxidase induction activity to plants in order to prevent or control plant viral disease, for 
example. 

[0005] Based on this information, an object of the present invention is to provide a novel method for preventing or con- 
trolling plant viral disease using a resistance-inducing substance in which the inherent resistance of plants against path- 
ogens is exploited to provide substantial resistance effects, without causing chemical injury, as well as a novel agent for 

40 preventing or controlling plant viral disease. Based on these information, compounds with a high peroxidase inducing 
activity have been screened anew to apply them in the prevention or controlling of plant viral disease. 
[0006] Based on the information that peroxidase is induced by salicylic acid, which is a known signal transduction sub- 
stance for induced resistance in plants (Plant Physiol. 101, pp. 193-199 (1993)), the inventors screened anew com- 
pounds having a peroxidase inducing activity among numerous compounds, and perfected the present invention upon 

45 discovering compounds having a resistance-inducing activity as potent as, or greater than, that of salicylic acid which 
was used as a control. 

SUMMARY OF THE INVENTION 

so [0007] The present invention is intended to provide a method for preventing or controlling plant viral disease. The 
present invention particularly relates to a method for preventing or controlling plant disease characterized in that a com- 
pound having a peroxidase inducing activity in a plant is brought into contact with a plant, as well as a preparation for 
preventing or controlling plant disease which contains, as an active component, a benzoic acid derivative, such as 4- 
hydroxybenzohydrazide. or a salt thereof, or a compound having a furan ring, such as 2-pyromucic acid, or a salt 

55 thereof, or another such compound a having peroxidase inducing activity. 

[0008] In the present invention, a compound having a peroxidase inducing activity is brought into contact with a plant 
so as to develop resistance in the plant against a pathogen before the plant comes into contact with the pathogen, 
thereby making it possible to prevent the onset of disease by preventing the growth of the pathogen in the plant, even 
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when the plant is infected with the pathogen. The resistance of the plant against the pathogen can be increased to 
effectively prevent the plant from being infected by the pathogen, so as to control plant viral disease and the prevent 
decreases in plant harvests. 

5 DISCLOSURE OF THE INVENTION 

[0009] An object of the present invention is to provide a method for preventing or controlling plant viral disease by 
using a resistance-inducing substance having substantial effect in inducing plant resistance against a pathogen, with- 
out causing virtually chemical injury. 
io [001 0] Another object of the present invention is to provide an agent for preventing or controlling plant viral disease 
using a resistance-inducing substance having substantial effect in inducing plant resistance against a pathogen, with- 
out causing virtually chemical injury. 

[001 1 ] That is, to remedy the drawbacks described above, the present invention is a method for preventing or control- 
ling plant viral disease, characterized in that a compound having a peroxidase inducing activity in a plant is brought into 
75 contact with a plant by suitable means. 

[0012] Another embodiment of the present invention is a method for preventing or controlling plant viral disease as 
described above, wherein the compound having a peroxidase inducing activity is at least one selected from benzoic 
acid derivatives or salts thereof, or compounds having a furan ring or salts thereof. 

[001 3] Still another embodiment of the present invention is a method for preventing or controlling plant viral disease 
20 as described above, wherein the benzoic acid derivative is 4-hydroxybenzohydrazide, salicylhydrazide, or norpseu- 
doephedrine. 

[0014] Yet another embodiment of the present invention is a method for preventing or controlling plant viral disease 
as described above, wherein the compound having a furan ring is 2-pyromucic acid, p -(2-furyl)acryiic acid, 2-pyromu- 
cylhydrazide, furosemide, furazolidone, 2,2 , -bifuran-4 > 4 , -dimethyl-5,5'-dicarboxyiic acid, or 3-pyromucic acid. 
25 [001 5] A further embodiment of the present invention is a method for preventing or controlling plant viral disease as 
defined above, wherein the plant viral disease is mosaic disease of cucumbers, tomatoes, daikon. or Komatsuna 
(Brassica Rapa). 

[001 6] Still a further embodiment of the present invention is a method for preventing or controlling plant viral disease 
as described above, wherein a 2-pyromucic acid or 4-hydroxybenzohydrazide hydrochloride of a compound having a 
30 peroxidase inducing activity is used in the form of a composition containing the compound in a concentration of at least 
0.1 uJvl. 

[0017] Yet a further embodiment of the present invention is a composition for preventing or controlling plant viral dis- 
ease, characterized in that at least one of the aforementioned compounds is contained as an active component. 
[0018] Another embodiment of the present invention is a method for preparing a composition to prevent or control 
35 plant viral disease, characterized in that at least one of the aforementioned compounds is blended as an active compo- 
nent, and a buffer, fertilizer, medium, substrate, or the like is introduced as needed. 
[001 9] The present invention is described in further detail below. 

[0020] As described above, the present invention is a method for effective preventing or controlling plant viral disease 
based on the induction of inherent plant resistance against plant pathogens by bringing a compound with peroxidase 
40 inducing activity into contact with plants, as well as a composition for preventing and controlling plant viral disease con- 
taining a compound having such a peroxidase inducing activity as an active component. 

[0021] Compounds having plant peroxidase inducing activity which are used in the present invention mean com- 
pounds that have action in inducing peroxidase in plants themselves, examples of which include 4-hydroxybenzohy- 
drazide, 2-pyromucic acid, or salts thereof. Examples of salts of 4-hydroxybenzohydrazide include hydrochlorides, 

45 phosphates, sulfates, and nitrates, and examples of salts of 2-pyromucic acid include sodium and potassium salts as 
desired. Examples of the aforementioned compounds include salicylic acid hydrazide, salicylhydroxamic acid, norpseu- 
doephedrine, p-(2-furyl)acrylic acid, 2-pyromuchydrazide, furosemide, furazolidone, 2,2'-bifuran-4,4'-dimethyl-5,5 , - 
dicarboxylic acid, and 3-pyromucic acid, or salts thereof. These compounds have a high level peroxidase inducing activ- 
ity in plant. These compounds can be brought into contact with plants to increase resistance the plants against patho- 

so gens. In the practical examples given below, 4-hydroxybenzohydrazide hydrochloride and 2-pyromucic acid are given 
as typical examples, but virtually the same results were obtained in similar tests on other compounds. The means for 
bringing these compounds into contact with plants is not particularly limited. Examples of suitable means which can be 
used include adding or mixing the compounds with cultivated soil, immersing the plants in a solution of these sub- 
stances, coating seeds with the solution, spraying the solution on leaves, adding the solution to liquid fertilizer for hydro- 

55 ponic cultivation, or adding the solution to acclimation medium for virus-free seedlings. 

[0022] For example, when a compound having peroxidase inducing activity is used as an agent to prevent or control 
viral disease plant, the compound having peroxidase inducing activity may be used as such, but it is usually mixed with 
a suitable solid carrier, liquid carrier, gas carrier, surfactant, dispersant, or other such preparation adjuvant for use in 
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desired formulations such as emulsions, liquids, water dispersible powders, powders, granules, oils, aerosols, andflow- 
ables. When the compound having peroxidase inducing activity is used as a liquid, it is diluted to a desired concentra- 
tion, for example, to 0.1 p.M or more in the case of 4-hydroxybenzohydrazide, and to 10 nM or more in the case of 2- 
pyromucic acid, using a suitable diluting medium such as water, a phosphate buffer or another such buffer, or a liquid 
5 fertilizer. The plants are then immersed in this solution, or the solution is sprayed on the plants, to bring the compound 
into contact with the plants. 4-hydroxybenzohydrazide is preferably used in a concentration of 100 to 1000 jiM, and 2- 
pyromucic acid is also preferably used in a concentration of 100 to 1000 jiM. 

[0023] Fertilizer, hydroponic media, acclimation media for virus-free seedlings, and leaf-spraying substrates can also 
be added as needed. Examples of fertilizer in such cases include LONG or CDU (by Asahi Kasei Kogyo K.K.) or other 
10 such slow-acting compound manures. Examples of hydroponic media and acclimation media include HYPONEX (by 
Murakami Bussan K.K.), Knop's solution, MS media, and other compound liquid fertilizers. Examples of leaf-spraying 
substrates include HYPONEX leaf spraying solution and other such compound liquid fertilizers. The examples are not 
limited to these, however, and other types can similarly be used with the same effects. 

[0024] Typical examples of preparations for preventing or controlling viral diseases of plant in the present invention 

15 include preparations obtained by mixing a compound having peroxidase inducing activity with a phosphate buffer (No. 
1) and preparations obtained by mixing the compound with liquid fertilizer (No. 2). Of these, Preparation No. 1 may be 
manufactured in the following manner, for example. That is, a compound or salt thereof adjusted so as to result in a con- 
centration of 200 fiM when the preparation is dissolved in water, and monopotassium phosphate and dipotassium phos- 
phate adjusted so as to result in a concentration of 20 mM (pH 5 to 6), can be added and mixed in the form of a powder, 

20 or an aqueous solution thereof can be dried by a common method such as spray drying, air drying, or freeze drying, so 
as to obtain a powder. The compound used here is preferably at least one of 4-hydroxybenzohydrazide, 2-pyromucic 
acid, or a salt thereof. When Preparation No. 1 is used, the preparation is dissolved in water to prepare, for example, a 
liquid in which the aforementioned compound having peroxidase inducing activity is adjusted to 200 juM, and the solu- 
tion is brought into contact with plants by immersion or spraying means. 

25 [0025] Preparation No 2 may be manufactured in the following manner. That is, the compound(s) or salt(s) is (or are) 
mixed to a concentration of 200 mM in HYPONEX liquid (starting liquid) (horticultural compound fertilizer by Murakami). 
The compound used here is preferably at least one of 4-hydroxybenzohydrazide, 2-pyromucic acid, or a salt thereof. 
When Preparation No. 2 is used, the preparation is dissolved in water to prepare a liquid, and is diluted to the same 
concentration as when common HYPONEX liquid is used. The solution is brought into contact with plants by immersion 

30 or spraying means. 

[0026] Other preparations should also similarly be adjusted so that the aforementioned compound is contained in a 
concentration of 200 \itsA. Fertilizers, buffers, liquid fertilizers, hydroponic media, acclimation media for virus-free seed- 
lings, leaf spraying substrates, or other components having the same effects as these, such as diluents, media compo- 
nents, carriers, and substrates, can be added as needed to prepare such preparations. 
35 [0027] Plants with which the present invention can be used include, but are not limited to, tomatoes, tobacco, egg- 
plants, pimento, cucumbers, pumpkins, melons, watermelons, corn, soy beans, broad beans, kidney beans, peas, cow- 
peas, azuki beans, Brassica rapa, Chinese rape, daikon, Chinese cabbage, cabbage, horse radish, beets, lettuce, 
sunflowers, zinnias, celery, trefoil, dendrobium, daffodils, and amaryllis. The present invention can also be used with 
other plants, of course. 

40 

BEST MODE FOR CARRYING OUT THE INVENTION 

[0028] The present invention is described in further detail with reference to practical examples. The present invention 
is not limited to these practical examples, however. 

45 

Practical Example 1 (Test to prevent cucumber mosaic disease) 

[0029] An aqueous solution of a compound having peroxidase inducing activity with a concentration of 200 jlM was 
added (100 mL per pot) to cucumber (variety: Asamidori) seedlings with 3 to 4 main leaves, which had been grown 
so using leaf mold in 300 mL Wagner pots. After 1, 2, or 3 days of irrigation, the plants were inoculated with cucumber 
mosaic virus (CMV) prepared by the following method. * 
[0030] That is, tomatoes were inoculated with CMV purified standard product, and the leaves of individuals infected 
by the disease were ground together with 2- to 3-fold 10 mM phosphate buffer (pH 7), and the resulting sap was used 
as the inoculation source. 

55 [0031] The main leaves of plants which had been treated with compounds having peroxidase inducing activity were 
inoculated with the aforementioned viral liquid by the carborundum method, and cultivation was continued. The plants 
were examined for the state of the disease 8 days following viral inoculation. 

[0032] Table 1 shows that the mosaic disease had appeared on leaves in the untreated section, whereas no symp- 
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toms were found in sections treated for two or more days with compounds having peroxidase inducing activity. 



Table 1 



Inhibition of onset of disease by compounds having peroxidase inducing activity 


Compounds having peroxidase inducing 


Days treated 


Percentage onset (%) 


activity 






Untreated 




33.3 


4-hydroxybenzohydrazide hydrochloride 


1 


33.3 




2 


0 




3 


0 


2-pyromucic acid 


1 


50 




2 


0 




3 


0 


(6 samples per section) 



Practical Example 2 (Test to prevent tobacco mosaic disease) 

[0033] An aqueous solution of a compound having peroxidase inducing activity with a concentration of 200 jiM was 
25 added (1 00 mL per pot) to tomato (variety: large Fukuju) seedlings with 3 to 4 main leaves, which had been grown using 
leaf mold in 300 mL Wagner pots. After 1 , 2, or 3 days of irrigation, the plants were inoculated with tobacco mosaic virus 
(TMV) prepared by the following method. 

[0034] That is, as the inoculation source was used TMV purified standard product suspended in phosphate buffer (pH 

so [0035] The main leaves of plants which had been treated with compounds having peroxidase inducing activity were 
inoculated with the aforementioned viral liquid by the carborundum method, and cultivation was continued. The plants 
were examined for the state of the disease 1 5 days following viral inoculation. 

[0036] Table 2 shows that the mosaic disease had appeared on most of the leaves in the untreated section, whereas 
symptoms were inhibited in sections treated for two or more days with compounds having peroxidase inducing activity. 

35 

Table 2 



Inhibition of onset of disease by compounds having peroxidase inducing activity 


Compounds having peroxidase inducing 


Days treated 


Percentage onset (%) 


activity 






Untreated 




83.3 


4-hydroxybenzohydrazide hydrochloride 


1 


83.3 




2 


66.7 




3 


16.7 


2-pyromucic acid 


1 


66.7 




2 


16.7 




3 


16.7 


(6 samples per section) 



55 Practical Example 3 (Test to prevent turnip mosaic disease) 

[0037] 100 mL growing pots containing daikon (Japanese radish) (variety: Miura daikon) seedlings with 3 to 4 main 
leaves, which had been grown using leaf mold, were immersed for 5 days in aqueous solution of a compound having 
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peroxidase inducing activity with a concentration of 500 jiM, and the plants were then inoculated with turnip mosaic 
virus (TuMV) prepared by the following method. 

[0038] That is, Komatsuna (Brassica Rapa) leaves affected with the mosaic virus were ground together with 2- to 3- 
fold phosphate buffer added, and the resulting sap was used as the inoculation source. 
5 [0039] The main leaves of plants which had been treated with compounds having peroxidase inducing activity were 
inoculated with the aforementioned viral liquid by the carborundum method, the plants were then treated with chemicals 
as described above for another 6 days, the chemical liquid was then removed, and cultivation was continued. The plants 
were examined for the state of the disease 14 days following viral inoculation. 

[0040] Table 3 shows that the mosaic virus disease had appeared on most of the leaves in the untreated section, 
10 whereas symptoms were inhibited in sections treated for two or more days with compounds having peroxidase inducing 
activity. 



Table 3 



inhibition of onset of disease by compounds having peroxidase 
inducing activity 


Compounds having peroxidase inducing 
activity 


Percentage onset (%) 


Untreated 


100 


4-hydroxybenzohydrazide hydrochloride 


70 


2-pyromucic acid 


40 


(10 to 12 samples per section) 



Practical Example 4 (Test to prevent turnip mosaic virus disease) 

[0041] 100 ml_ growing pots containing Komatsuna (Brassica Rapa) (variety: Aoi komatsuna) seedlings with 3 to 4 
30 true leaves, which had been grown using leaf mold, were immersed for 5 days in aqueous solution of a compound hav- 
ing peroxidase inducing activity with a concentration of 500 juM, and the plants were then inoculated with turnip mosaic 
virus (TuMV) prepared by the method in. Practical Example 3. 

[0042] The main leaves of plants which had been treated with compounds having peroxidase inducing activity were 
inoculated with the aforementioned viral liquid by the carborundum method, the plants were then treated with chemicals 
35 as described above for another 6 days, the chemical liquid was then removed, and cultivation was continued. The plants 
were examined for the state of the disease 14 days following viral inoculation. 

[0043] Table 4 shows that the mosaic virus disease had appeared on most of the leaves in the untreated section, 
where as symptoms were inhibited in sections treated for two or more days with compounds having peroxidase inducing 
activity. 

40 



Table 4 



Inhibition of onset of disease by compounds having peroxidase 
inducing activity 


Compounds having peroxidase inducing 
activity 


Percentage onset (%) 


Untreated 


91.7 


4-hydroxybenzohydrazide hydrochloride 


50 


2-pyromucic acid 


25 


(4 to 1 2 samples per section) 



55 Practical Example 5 (Test to prevent cucumber mosaic virus disease) 

[0044] Solution was prepared by mixing and dissolving 4-hydroxybenzohydrazide hydrochloride and 2-pyromucic acid 
to a concentration of 100 mM in HYPONEX liquid, which is the level resulting in the effects obtained in Practical Exam- 
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10 



15 



pie 1 , and the resulting solutions were used as the preparations. In Practical Example 1 , plants grown in Wagner pots 
were irrigated with these compounds dissolved in aqueous solution, but here, the same test as in Practical Example 1 
was conducted using the aforementioned preparation diluted 1000-fold instead of water with the compounds dissolved 
therein. 

[0045] The plants were examined for the state of the disease 8 days following viral inoculation. The diseased state 
was expressed using the indices indicating the extent to which symptoms had progressed, as shown in Table 5. The 
indices of all individual plants used in the test were measured, and the mean index pet individual was determined. The 
following equation was calculated from the index to determine the prevention value. 

(index of untreated sections- index of treated sections)/index of untreated sections 

[0046] Table 6 shows that the main leaves showed signs of mosaic pattern as a result of the development of the 
mosaic disease in most of the seedlings in the untreated section, whereas symptoms were suppressed in treated sec- 
tions where plants bad been treated for one day with the preparation, which had been obtained by dissolving com- 
pounds having peroxidase inducing activity in HYPONEX liquid, in the same manner as when solution obtained by 
dissolving the compounds in water was used. The chi squares test revealed a high level of significant difference (1%) 
between the indices of untreated sections and sections treated with these compounds. 



35 



40 



45 



50 



55 



20 




Table 5 




Indices for cucumber mosaic disease 




Index 


Symptoms 


25 


0 
1 

2 


Normal 

Weak mosaic pattern 
Pronounced mosaic pattern 




(6 samples per section) 


30 




Table 6 



Inhibition of onset of disease by compounds having peroxidase inducing activity 


Compound with peroxidase inducing activ- 
ity 


Index 


Prevention value (%) 


Untreated 


1.5 


0 


4-hydroxybenzohydrazide hydrochloride 


0.7 


53 


2-pyromucic acid 


0.6 


62 


(7 samples per section) 



INDUSTRIAL APPLICABILITY 

[0047] As described above, the present invention relates to a method for preventing or controlling plant viral diseases, 
characterized in that a compound having a peroxidase inducing activity is brought into contact with plants, as well as to 
an agent for preventing or controlling plant viral diseases containing a compound with peroxidase inducing activity as 
an active component. In the method of preventing or controlling in the present invention, a compound having a peroxi- 
dase inducing activity is brought into direct contact with plants so as to produce resistance against pathogens in the 
plants before the plants come into contact with pathogens. This prevents pathogens from growing in the plants even 
when the plants become infected with a pathogen, and thus allows the onset off disease to be prevented. 
[0048] The resistance of the plant to pathogens can also be increased to effectively prevent the plant from being 
infected by the pathogens so as to control plant viral diseases and to prevent decreases in plant harvests. 
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Claims 

1. A method for preventing or controlling plant viral disease, characterized in that a compound having a peroxidase 
inducing activity in a plant is brought into contact with a plant by suitable means. 

2. A method for preventing or controlling plant viral disease as defined in Claim 1, wherein the compound having a 
peroxidase inducing activity is at least one selected from benzoic acid derivatives or salts thereof, or compounds 
having a furan ring or salts thereof. 

3. A method for preventing or controlling plant viral disease as defined in Claim 2, wherein the benzoic acid derivative 
is 4-hydroxybenzohydrazide, salicylhydrazide, or norpseudoephedrine. 

4. A method for preventing or controlling plant viral disease as defined in Claim 2, wherein the compound having a 
furan ring is 2-pyromucic acid, p -(2-furyl)acrylic acid, 2-pyromucylhydrazide, furosemide, furazolidone, 2,2'- 
bifuran-4,4'-dimethyl-5,5'<Jicarboxylic acid, or 3-pyromucic acid. 

5. A method for preventing or controlling plant viral disease as defined in Claim 1 or 2, wherein the plant viral disease 
is mosaic disease of cucumbers, tomatoes, daikon, or Komatsuna (Brassica Rapa). 

6. A method for preventing or controlling plant viral disease as defined in Claim 1 and 2, wherein a 2-pyromucic acid 
or 4-hydroxybenzohydrazide hydrochloride of a compound having a peroxidase inducing activity is used in the form 
of a composition containing the compound in a concentration of at least 0.1 \xhA. 

7. A composition for preventing or controlling plant viral disease, characterized in that at least one compound as 
defined in Claim 1 or 2 is contained as an active component. 
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